Supplemental data
1 μg/ml ionomycin, and 1.7 μg/ml Golgiplug at 37℃ for 4 hours, washed, and incubated with APC-conjugated anti-CD4 mAbs (eBioscience). The cells were next stained with FITC-conjugated anti-IFN-γ mAbs (eBioscience) after permeabilization, and resuspended for Th1 analysis.
For Treg staining, BMMCs were incubated with FITC-conjugated anti-CD4 mAbs (eBioscience), fixed and permeabilized, then stained with APC-conjugated anti-FoxP3 mAbs (eBioscience), washed, and finally resuspended for Treg analysis.
For determination of CD4 + T-cell subsets by chemokine receptors, BMMCs were stained with APC-conjugated anti-CD4 mAbs and FITC-conjugated anti-CXCR3 mAbs (Biolegend) for Th1 analysis. FITC-conjugated anti-CD4 mAbs, Alexa Flour 647-conjugated anti-CCR4 mAbs (Biolegend) and PE-conjugated anti-CCR6 (Biolegend) were incubated with BMMCs for Th17 and Th2 identification, while FITC-conjugated anti-CD4 mAbs and APC-conjugated anti-CCR10 mAbs (Biolegend) were used for Th22 analysis.
The cell suspension was dropped on the slides which were next mounted in fluoroshield mounting medium with DAPI (Abcam) to stain the nuclear and prevent fluorescence self-quenching. The slides were covered and placed in the fluorescence microscope (Invitrogen EVOS™ FL Auto 2) for CD4 + T-cell subset observation. 
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